■ 



r-- 



OH 
Q 
LU 

zn. 

>- 
i 

o 

Q_ 



o 



E 

TO 



CO 

o- 

CM 



CO 
LO-t 



CM ' 

O 
O 

CO 

1^ 

CO 

O 
< 

O- 



O 



:e>: 
<1 



■I— 

:<: 



2/11 



E 

TO 
CD 



5 

CO" 







:CD: 






■h- 






:<: 




CD- 






i 














< 


















o 






o 


I— 1 




q 






E 






TO 




i— - 


CO 




< 












o 




+ ~ 











O 1 

en 
o 

cn 
_i 
> 



3 



E 

TO 
CO 



E 

TO 
CO 



3/11 




EcoRI 



EcoRI _ T 
Sad 

CUT WITH Saclj 
BLUNT ENDS| 

CUT WITH EcoRI^^ 
ISOLATE 2.0 KB FRAGMENT^ 

LIGATEj 



Ap r 




Bglll 



Hindi 



Bglll 



EcoRI 




XUTWITH EcoRI 
AND Hindi 



Bglll 
BstXI 



EcoRI 



Bglll | CUT WITH BstXI AND EcoRI 

| DIGEST WITH EXONUCLEASE III 
| BLUNT WITH MUNG BEAN NUCLEASE 
| LIGATE 

Bglll Gcr START 
. . GAAGATCTTCCCACATGGCTG . . 



Ap r 




Bglll 



FIG. 3 



4/11 



Bglll Gcr START 




gcrD21 



5/11 




gcr 



6/11 



Bglll GCR START 




Bglll 



CHANGE CCCACATGG TO CCACCATGG 
BY OLIGO DIRECTED MUTAGENESIS 

▼ 

Bgill GCR START 




Bglll 

| DELETE 3' 290 bp UNTRANSLATED SEQUENCE 




FIG. 6 



7/11 

EcoRI(O) 



AMP 
Pstl(4230) 




BamHI(751) 
SV40 POLY-A 
SV40 SPLICE 
BglII(1018) 



PvuII(2696) l HindIII(2354) / 
I 

CUT W/Bglll AND BLUNT ENDS W/T4 POLYMERASE 
RECIRCULARIZE WITH T4 LIGASE (LIGATE) 
CUT W/Hindlll AND BLUNT ENDS 
LIGATE TO Bglll LINKERS 
CUT W/ Bglll AND LIGATE TO RECIRCULARIZE 



EcoRI 



BamHI 



DIGEST pGB9.D21C 
W/Bglll 



ISOLATE FRAGMENT 
CONTAINING 
gcr.D21C 




SV40 POLY-A 



SV40 SPLICE 



PvuII 



Bglll 
CUTW/Bglll 

LIGATE 




BamHI 
SV40 SPLICE 



SV40 SPLICE 
dhfr 



8/11 




9/11 



ISOLATE 2.9 Kb FRAGMENT 
CONTAINING bla AND THE 
SV40 ENHANCER 



ISOLATE 2 Kb FRAGMENT 
CONTAINING Ad-MLP ANDdhfr 




V 



EcoRI AND BamHI DIGEST 
BLUNT ENDS AND RECIRCULATE 
CHANGE PstI CLONING SITE 
TO BamHI WITH A BamHI LINKER 



SV40 
ENHANCER 



Ad-MLP 



Pstl(2948) 




Xhol(900) 
SPLICE SITES 
BglII(1100) 

BamHI(1250) 



FIG. 8-2 



SV40 
POLY A 



